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This standard includes the English version of the European Standard.

Obsahuje:

Oznámením tejto normy sa ruší
STN P CEN/TS 15634-4 (56 0131) z júla 2016

EN 15634-4:2023

Táto norma bola oznámená vo Vestníku ÚNMS SR č. 12/23

ICS 07.100.30, 67.190 SLOVENSKA TECHNICKA NORMA Január 2024

137885

Úrad pre normalizáciu, metrológiu a skúšobníctvo Slovenskej republiky, 2024
Slovenská technická norma a technická normalizačná informácia je chránená zákonom č. 60/2018 Z. z. o technickej normalizácii
v znení neskorších predpisov.



EUROPEAN STANDARD 

NORME EUROPÉENNE 

EUROPÄISCHE NORM 

EN 15634-4 

February 2023 

ICS 07.100.30; 67.190 Supersedes CEN/TS 15634-4:2016

English Version 

Foodstuffs - Detection of food allergens by molecular 
biological methods - Part 4: Peanut (Arachis hypogaea) - 

Qualitative detection of a specific DNA sequence in 
chocolate by real-time PCR 

Produits alimentaires - Détection des allergènes 
alimentaires par des méthodes d'analyse de biologie 
moléculaire - Partie 4 : Arachide (Arachis hypogaea) - 

Détection qualitative d'une séquence d'ADN spécifique 
dans du chocolat, par PCR en temps réel 

Lebensmittel - Nachweis von Lebensmittelallergenen 
mit molekularbiologischen Verfahren - Teil 4: 

Erdnuss (Arachis hypogaea) - Qualitativer Nachweis 
einer spezifischen DNA-Sequenz in Schokolade 

mittels Real-time PCR 

This European Standard was approved by CEN on 16 January 2023. 

CEN members are bound to comply with the CEN/CENELEC Internal Regulations which stipulate the conditions for giving this 
European Standard the status of a national standard without any alteration. Up-to-date lists and bibliographical references 
concerning such national standards may be obtained on application to the CEN-CENELEC Management Centre or to any CEN 
member. 

This European Standard exists in three official versions (English, French, German). A version in any other language made by 
translation under the responsibility of a CEN member into its own language and notified to the CEN-CENELEC Management 
Centre has the same status as the official versions. 

CEN members are the national standards bodies of Austria, Belgium, Bulgaria, Croatia, Cyprus, Czech Republic, Denmark, Estonia, 
Finland, France, Germany, Greece, Hungary, Iceland, Ireland, Italy, Latvia, Lithuania, Luxembourg, Malta, Netherlands, Norway, 
Poland, Portugal, Republic of North Macedonia, Romania, Serbia, Slovakia, Slovenia, Spain, Sweden, Switzerland, Türkiye and 
United Kingdom. 

EUROPEAN COMMITTEE FOR STANDARDIZATION  
C O M I T É  E U R O P É E N  D E  N O R M A L I S A T I O N 
E U R O P Ä I S C H E S  K O M I T E E  F Ü R  N O R M U N G  

CEN-CENELEC Management Centre:  Rue de la Science 23,  B-1040 Brussels 

© 2023 CEN All rights of exploitation in any form and by any means reserved 
worldwide for CEN national Members. 

Ref. No. EN 15634-4:2023 E

STN EN 15634‐4: 2024                                              Úrad pre normalizáciu, metrológiu a skúšobníctvo Slovenskej republiky



EN 15634-4:2023 (E) 

2 

Contents Page 

European foreword ....................................................................................................................................................... 3 

Introduction .................................................................................................................................................................... 4 

1 Scope .................................................................................................................................................................... 5 

2 Normative references .................................................................................................................................... 5 

3 Terms and definitions ................................................................................................................................... 5 

4 Principle ............................................................................................................................................................. 5 

5 Reagents ............................................................................................................................................................. 5 
5.1 General ................................................................................................................................................................ 5 
5.2 Extraction reagents ........................................................................................................................................ 5 
5.3 DNA purification by means of solid phase extraction ........................................................................ 6 
5.4 Real-time PCR reagents ................................................................................................................................. 6 

6 Apparatus and equipment ........................................................................................................................... 7 
6.1 General ................................................................................................................................................................ 7 
6.2 DNA extraction ................................................................................................................................................. 7 
6.3 PCR ........................................................................................................................................................................ 7 

7 Procedure........................................................................................................................................................... 8 
7.1 General ................................................................................................................................................................ 8 
7.2 Sample preparation ........................................................................................................................................ 8 
7.3 Preparation of extracts ................................................................................................................................. 8 
7.3.1 DNA extraction with CTAB and DNA purification ................................................................................ 8 
7.3.2 Quantification of DNA concentration and purity/quality check .................................................... 9 
7.4 Real-time PCR set-up ..................................................................................................................................... 9 
7.4.1 Reaction mix for real-time PCR .................................................................................................................. 9 
7.4.2 Positive control for DNA targets ............................................................................................................. 10 
7.4.3 Negative control for DNA targets ............................................................................................................ 10 
7.4.4 PCR inhibition control ................................................................................................................................ 11 
7.4.5 Amplification reagent control ................................................................................................................. 11 
7.4.6 Extraction blank control ............................................................................................................................ 11 
7.4.7 Positive extraction control ....................................................................................................................... 11 
7.4.8 Temperature/time programme (real-time PCR) ............................................................................. 11 
7.4.9 Accept/Reject criteria ................................................................................................................................ 11 
7.4.10 Identification ................................................................................................................................................. 12 

8 Validation ........................................................................................................................................................ 12 
8.1 General ............................................................................................................................................................. 12 
8.2 Specificity ........................................................................................................................................................ 12 
8.3 Ring trial validation study ........................................................................................................................ 12 
8.3.1 Setup of the ring trial study ...................................................................................................................... 12 
8.3.2 Ring trial validation results ...................................................................................................................... 13 

9 Test report ...................................................................................................................................................... 14 

Bibliography ................................................................................................................................................................. 16 

STN EN 15634‐4: 2024                                              Úrad pre normalizáciu, metrológiu a skúšobníctvo Slovenskej republiky



EN 15634-4:2023 (E) 

3 

European foreword 

This document (EN 15634-4:2023) has been prepared by Technical Committee CEN/TC 275 “Food 
analysis – Horizontal methods”, the secretariat of which is held by DIN. 

This European Standard shall be given the status of a national standard, either by publication of an 
identical text or by endorsement, at the latest by August 2023, and conflicting national standards shall be 
withdrawn at the latest by August 2023. 

Attention is drawn to the possibility that some of the elements of this document may be the subject of 
patent rights. CEN shall not be held responsible for identifying any or all such patent rights. 

This document supersedes CEN/TS 15634-4:2016. 

In comparison with CEN/TS 15634-4:2016, the following technical modifications have been made: 

a) the document was converted from a Technical Specification into a European standard; 

b) normative references and terms and definitions clause added; 

c) PCR controls moved from Clause 3 “Reagents” to Clause 7 “Procedure”; 

d) new subclause 7.4.9 “Accept/Reject criteria” added; 

e) restructured clauses in alignment with EN 15634-2:2019. 

Any feedback and questions on this document should be directed to the users’ national standards body. 
A complete listing of these bodies can be found on the CEN website. 

According to the CEN-CENELEC Internal Regulations, the national standards organisations of the 
following countries are bound to implement this European Standard: Austria, Belgium, Bulgaria, Croatia, 
Cyprus, Czech Republic, Denmark, Estonia, Finland, France, Germany, Greece, Hungary, Iceland, Ireland, 
Italy, Latvia, Lithuania, Luxembourg, Malta, Netherlands, Norway, Poland, Portugal, Republic of North 
Macedonia, Romania, Serbia, Slovakia, Slovenia, Spain, Sweden, Switzerland, Türkiye and the United 
Kingdom. 
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Introduction 

For the use of this document the term: 

— ‘shall’ indicates a requirement; 

— ‘should’ indicates a recommendation; 

— ‘may’ indicates a permission; 

— ‘can’ indicates a possibility and/or a capability. 
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1 Scope 

This document specifies a method for the detection of peanut (Arachis hypogaea) in chocolate. 

Real-time PCR (Polymerase Chain Reaction) detection of peanut is based on an 86 bp (base pair) sequence 
from the Ara h 2 gene of peanut. 

2 Normative references 

The following documents are referred to in the text in such a way that some or all of their content 
constitutes requirements of this document. For dated references, only the edition cited applies. For 
undated references, the latest edition of the referenced document (including any amendments) applies. 

EN 15634-1:2019, Foodstuffs - Detection of food allergens by molecular biological methods - Part 1: General 
considerations 

EN 15842, Foodstuffs - Detection of food allergens - General considerations and validation of methods 
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